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DETD The PMEA prodrug was tested for its ability to inhibit 
hepatitis B viral replication by an in vitro assay as 
previously described by Korba. Chronically hepatitis B 
producing human hepatocyte (2.2.15 cells) were grown to confluence in 
microtitre wells. Test compounds were added daily for a 9 day period. 
The culture medium was changed daily and stored for quantitation of 
extracellular hepatitis B viral (HBV) DNA 

on days 0, 3, 6, and 10. On day 10 the cells were lysed and the 
intracellular HBV episomal monomeric DNA and HBV 

replicative intermediates (RI) were quantitated. Toxicity of test 
compounds was assayed by treating confluent monolayers of the 
hepatocyte 

with graded. 
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bis-ester to a corresponding mixed ester-phosphoroamidate compound. 
DETD . . . — 0— C#H(CH.sub.2 N . sub . 3 ) — CH . sub . 2 — B, ##STR20## where C#, 
R. sup. 25 -R. sup. 29, R. sup. 31 and B have the meanings previously defined 
with the proviso that PMEA bis ( 4-nitrobenzyl ester) and 
PMEA bis (4-trif luoromethyl ester) are excluded and for structure 
XXIX, R. sup. 29 and R. sup. 25 are both 0. Additional ester and nucleotide 
compounds are . 

DETD Exemplary bis esters include bis (pivaloyloxymethyl ) PMEA (i.e. 
bis (pivaloyloxymethyl) -9- (2-phosphonylmethoxyethyl ) adenine) , 
bis (pivaloyloxymethyl) HPMPC, bis (pivaloyloxymethyl) D4AMPI, 
bis (pivaloyloxymethyl) D4TMPI, bis (N-ethylmorpholino) PMEA, 
bis (N-ethylmorpholino) HPMPC, bis (N-ethylmorpholino) PMPDAP, 
bis (N-ethylmorpholino) HPMPA, bis (N-ethylmorpholino) PMEG, 
bis (N-ethylmorpholino) D4AMPI, bis (N-ethylmorpholino) D4TMPI , bis (phenyl) 
PMEA, bis (phenyl) HPMPC, bis (phenyl ) HPMPA, bis (phenyl ) D4AMPI , 
bis (phenyl) D4TMPI, bis (t-butyl) PMEA, bis ( t-butyl ) D4AMPI, 
bis (t-butyl) D4TMPI, bis (t-butyl ) HPMPC, bis (2-ethoxyphenyl) PMEA 
, bis (2-ethoxyphenyl) HPMPC, , bis ( 4-f luorophenyl ) PMEA, 
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— B, where B is adenin-9-yl) (0.3 g; 1.1 mmol) and amino acid 
ester .multidot .HC1 (2.2 mmol; Sigma) were. 
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